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1 MHHHHHHV RS SSRTPSDKPV AHWANPQAE GQLQVTLNRRA NALLiANGVEIi RDNQLWPSE 
61 GLYLIYSQVTi FKGQGCPSTH VLLTHTISRI 'AVSYQTKVNL LSAIKSPCQR ETPEGAEAKP 
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ALSO MADE DOUBLE MUTANTS K65E/D143K, K65E/D143R. K65D/D143K AND K65D/D143R 
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^ TRAF2(3 1 0-) DQDKIEALSSKVQQLERSIGLKDLAMADLEQKVLEMEA STYDG 

F7G._ 12A 

TRAF3(374-) VARNTGLLESQLSRHDQMLSVHDIRLADMDLRFQVLET ASYNG 

FIG- 12B 

TRAF5(343-) NDQRLAVLEEETNKHDTHINIHKAQLSKNEERFKLLEG TCYNG 

FIG.. 12C 

TRAF1(225-) DRERILSLEQRVVELQQTLAQKDQALGKLEQSLRLMEE ASFDG 

FIG.. 12D 

TRAF6(309-) QDHQIRELTAKMETQSMYVSELKRTIRTLEDKVAEIEA QQCNG 
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TEIAF4(201-) CALVSRQRQELQELRRELEELSV GS-DG 

FIG.. 12F 
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BLACK BOX = Fl F2 F3 

REGION TO — ife..^, *' fe -^i ^^^\^'^^ 

BE MUTATED ^ t 

R1 R2 R3 



R4 



STEP 1: SET UP 3 PGR REACTIONS: 
PRODUCTS: 

TUBE1: -M- 

TUBE 2: iv^.^^-) 

TUBES: : 



STEP 2: SET UP PCR REACTION WITH PRODUCTS OF TUBE 1 + 
PRODUCTS TUBE 2 + F1 + R4. 



F1 



jHEAT + ANNEAL PHASE OF PCR, 



R4 

|SYNTHE8IS PHASE OF PCR, 



I AMPLIFICATION PHASE DURING 
f1 ISUBSEQUENT CYCLES USING F1 + R4. 



R4 



STEP 3: REPEAT STEP 2 USING PRODUCT FROM STEP 2 + PRODUCT 
FROM STEP 1. TUBE 3 + PRIMERS F1 + R3. 

V ^ / 



FIG.- 15 



14/14 

F1 _f2^ 11^ 

► 1 >■ T ► 

RE1 RE2 



— T-R1 < r-R2 < — 

RE1 RE2 R3 



STEP 1 : SET UP 3 PGR REACTIONS: 
TUBE1: M 



<T R4 

RE2 



RE1 

TUBE 2: lir^-A-i ^ 

RE1 RE2 

TUBE 3: 



— I 

RE2 

STEP 2: DIGEST PRODUCTS FROM STEP 1 WITH SUITABLE 
RESTRICTION ENDONUCLEASES. 

STEP 3: LIGATE DIGESTED PRODUCT FROM STEP 2, TUBE 2 WITH 
DIGESTED PRODUCT FROM STEP 2, TUBE 1 . 

RE1 RE2 



STEP 4: AMPLIFY VIA PCR LIGATED PRODUCTS OF STEP 3 WITH F1 + R4. 

RE1 RE2 



STEP 5: DIGEST AMPLIFIED PRODUCT OF STEP 4 
WITH RESTRICTION ENDONUCLEASE #2. 



RE1 RE2 



STEP 6: LIGATE PRODUCT FROM STEP 5 WITH 
~ PRODUCT FROM STEP 2, TUBE 1 . 

RE1 RE2 
J 



STEP 7: AMPLIFY PRODUCT FROM STEP 6 WITH F1 + R3. 

V ^ ^ 
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